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Afnendnif^wtQ to the (^laimic 



This listing of claims will replace all prior visions, and listings, of claims in the apphcation: 



Listing of Claims: 




f Original) A kit for determining a concentration of a vitamin D component comprising: 
a releasing composition; and ^e>clrcth<^ 
a detectmg composition, ^ (jifJi^tiJrS^^ 
the releas] 



composition comprises an aqueous base component and<j[adlitat^^ \^ 
releasing the vitainin^component^fiom a vitamin D component binding-protpi^the detecting ^ 
composition facilitates insdetCTmining the concentration of the vitamin D component! 

2. (Original) A kit of clauqa 1 being igefol/or determining the concentration of the vitamin V 



D component present in a mammal fluid. 

3. (Curr^tly amended) A kit ofvclaim -t 2 wherein the manmial fluid is selected from the 
group consisting of milk, whole blood, scrum, plasma and mixtures Thereof 

4. (Currently amended) A kit of claim\2 wherein the mammal fluid comprises a human 
serum. 



5, (Original) A kit of claim 1 wherein the vitainm D component is selected fix)m the group 
consisting of a metabolite of vitamin D2, D3, D4, D5, amd D6. 




6. (Original) A kit of claim 1 wherein the vitamin D cotrooncnt comprises a 25-OH-D. 



(Original) A kit of claim 1 wherein the vitamin D compoiWt comprises a 1, 25-(OH)2- 



D. 
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8 (Origmal) A kit of claim 1 wherein the aqueoufi base component comprises NaOH:, 



V 



'Original) A kit of claim 1 wherein the aqueous base component comprises KOH.; 



[lOJ (Original) A kit of claim 1 wh^ein the releasing composition comprises about^O.l to"^ 



about 1.0 M oKthe aqueous base component. 



11. y (Original) "A kit of claim 1 wherein the releasing composition comprises about 0.35 to 
about 0.5 M of the aqueous base component, wherein the aqueous base component is NaOH. 

12. (Original) A kit of claim 1 wherein the releasing composition is substantially free of an 
organic solvent. 




13. (Original) A kit of claimJ. wherein the releasing composition further comprises a cyclo- 
oligomer component. 



14. (Original) A kit of claim l5\wherein the cyclo-oligomer component comprises a 
cyclodextrin. 



15. (Original) A kit of claim 13 wherein tH^ cyclo-oligomer component is selected from the 
group consisting of alpha-cyclodextrin and beta-rajdomly methylated cyclodextrin. 

16. (Original) A kit of claim 13 wherein the relea^ng composition comprises about 0.01 to 
about 5% of the cyclo-oligomer component. 



17. (Original) A kit of claim 13 wherein the releasing codmonent comprises ^out 2% of the 
cyclo-oligomer component, wherein the cyclo-oligomer component is an alpha-cyclodextrin. 
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(Original) A kit of claim 13 wherein the releasing component comprises about 0,05% of 
th^ cyclo-oligomer component, wherein the cyclo-oligomer component is a beta-randomly 
methylated cyclodextrin. 




(Original) A kit of claim 1 wherein the releasing component fiirther comprises about 0.5 
to about 5%b{ a metal salicylate, including^ salicylate- 

20. (Original) >A kit of claim 1 wherein the releasing component further comprises about 
0.01 to about 0.1% ot% surfactant. 

21. j[Qn girtftl )^A ifit of^laim 20 ^herein the surfactant is selected from the group consisting 



of^eeD-20 and tiiton X-rOO> 




22J (Original) A kit of claim\l wherein the releasing composition forms a homogeneous 
mbcrure with a mammal fluid. i^^jW^"^ pCit^^-^O^^ 



(Original) A kit of claim 1 wherem the releasmgjcosop^^ 

about 0.1 to about LO M of an aqueoi^ base component; p 

about 0.01 to about 5% of a cyclo-oUgWer component; and 

about 0.01 to about 5% of a metal salicylate. 



24.'^ (Original) A kit of claim 23 wherein the aqueous base component is NaOH, the cyclo- 
iligomer component is cyclodextrin and the metal salivate is sodium salicylate. ' 



(Original) A kit of claim 1 wherein the detecting composition compriises a host 




component and a parmer component, wherein the host cqmponent binds to the partner 
component to form a parmer/host complex, the concentration o 
the concentration of the vitamin D component. 




e complex is proportional to 



V 
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!6. (Original) A kit of claim 25 wherein the host component comprises an antibody, portions 
th^ireof, or mixtures thereo£ 



27. l^Driginal) A kit of claim 25 wherein the host component is labeled with a 
chemiluminescent label, a fluorescent label or a radio-active labeL 

(OriginaK A kit of claim 25 wherein the host component is an antibody labeled with 
idinium. 





(Original) A ki\of claim 25 wherein the partner con:]ponent comprises a vitamin D 
component linked to a separator component, the separator component is a solid phase or an 
antibody. 




(Original) A kit of claiiriS29 wherein the separator component comprises a magnetic 



particle. 




1 . / (Original) A kit of claim 29 wlrt;^ein the partner component comprises a vitamin D 
component linJked to a magnetic particle. 



32. (Original) A kit of claim 3 1 wherem the p^er component competes with the vitamin D 
component to bind to the host component. 

33. (Original) A kit of claim 32 wherein the host (Jlspnponent is an antibody labeled with 
acridinium. 



34. (Original) A kit of claim 32 wherem the partner compoiib^^inds to the host component 
through at least one intemiediaie binding component 



35. (Original) A kit of claim 34 wherein the intermediate component\ labeled. 
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\6, (Original) A kit of claim 34 wherein the intermediate component is labeled and the host 
component is not labeled. 

37. cCurrently amended) A kit of claim 34 wherein at least one interaiediate binding 
component e^^prise comprises a vitamin D bindic^-protein. 




(Original) A kit of claim 25 wherein the partner component competes with a vitamin D 
component to form a complex with the host component, the partner compon^t comprises a 
vitamin D component 'linked to a magnetic particle, the partner component bind$ to the host 
component through aVitamin D binding-protein, the host component comprises an antibody 
labeled with acridininm. 

39. (Original) A kit of islaim 38 wherein the concentration of the complex is inversely 
proportional to the concentratioDspf the vitamin D component. 

40. (Original) A kit of claim I >wherein the concentration of the vitamin D component is 
detemiined with a higher precision than that of an assay kit relying on an organic solvenx, to* 
release the vitamin D component from thevbinding-protein. 

41. (Original) A kit of claim 1 whereinNhe releasing composition forms a homogaieous 
mixture with a body fluid containing the vitanun jD component. 

42. (Original) A kit for determining a concentratioii of a vitamin D component comprising: 

a releasing composition comprising about 0.1 toyabout 1.0 M of NaOH or KOH, 0 to 
about 5% of a cyclodextrin, 0 to about 5% of sahcylate and\) to about 0.1% of a surfactant, 

a detecting composition comprising an antibody labeled with acridinium and a partner 
component, wherein the partner component competes with a vitamin D component to fomi a 
complex with the antibody, the partner component comprises a vitamin D component linked to a 
magnetic particle, the partner component binds to the antibody thrbugh a vitamin D binding- 
protein* 
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3. (Original) A kit of claim 42 wherein the releasing composition comprises about 0.35 to 
abWt 0.5 M of NaOH, about 2% of alpha-cyclodextiin and about 2% of salicylate, flie releasing 
coinW)sition being substantially flree of an organic solvent. 

44-65. excelled 

66. (Currently amended) A method of assaying a body fluid sample for tfao to determine a 
concentration of a vitamin D component in the sample, the method comprising the steps of: 

releasing the vitamin D component from &e a vitamin D component binding-protein by 
contacting the sample wth a releasing composition in a holde r, the releasing composition 
comprising an aqueous bas\ component, and being effective to facilitate releasing the vitamin D 
component from the vitamin D component binding protein : and 

dctemiining the concentmion of the vitamin D component bv contacting the sample with 
a detecting_composit3on, the detecting comp_osition being effective to facilitate determinatinn nf 
the concentration of the vitamin D compon^t in the sample . 

67- (Currently amended) A method offeJaim 66 wherein the vitamin D component is released 
into a homogeneous mixture of the body fluidvsample and the releasing composition. 

68. (Original) A method of claim 66 wherein the releasing composition comprises 
about 0. 1 to about 1.0 M of an aqueous base c<^mponent; 
0 to about 5% of a cyclo-ohgomer component; 
0 to about 5% of a metal saUcylate; and 
0 to about 0.1% of a surfactant. 



69- (Original) A method of claim 68 wherein the aqueous ^ase component is NaOH, the 
cyclo-oligomer component is cyclodextrin, the metal salicylate iS^ sodium sahcylate and the 
surfactant is!tw^-20. 
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[Q, (Cmimtly amended) A method of claim 66 wherein the releasing con^osition is 
substantialMfree of an organic solven t, inoluding on organic 3ol ¥eat. 



71, l5(;:uirently amended) A method of claim 67 wherein the determining step includes the 
steps of: 

adding detecting composition to the holder, the detecting composition comprises a host 
component and avpaitner component, the host component binds to the partner component to form 
a partner/host cornp] 

i s olat e isolatin^he complex in the fab e holder : and 

measuring the concentration of the complex by measuring the concentration of the host 
component in the complex, tilje concentration of the complex is proportional to the concentration 
of the vitamin D component. 

72. (Original) A method of claiit^ 71 wherein the host component is an antibody labeled with 
acridinium. 



73, (Original) A method of claim 72 ■wierein the concentration of the host is measured by 
detecting the emitted level of chemiluminescenfe;e, 

74. (Original) A method of claim 71 whereiiv the partner component competes with a 
vitamin D component to form a complex with the host component, the partner component 
comprises a vitamin D component linked to a magnetic particle, the partner component binds to 
the host component throng a vitamin D binding-protein. 
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(Currently amended) A method of claim 66 wherein the deteraxining step includes the 
stq^f: 

Iding a partner component and a vitamin D binding-protein to the tube, the partner 
componenfcvcompetes with the vitamin D component to bind to the vitamin D component 
binding-protOTi to form a partner/binding-protein complex; 

isolate isolating t he partnet/binding-protein complex in the holden ti*ey aad 
adding a hbst component, the host component binds to the partner/binding-protein 
complex to form a pam^e^^inding-protein/host component complex ; and t 

measuring the concentration of the partner/binding-protein/host component complex by 
measuring the concentrationVof the host component in the complex, the concentration of the 
complex is proportional to the coiacentration of the vitamin D component. 

76. (Original) A method of claim 7\wherein the host component is an antibody labeled with 
acridinium. 

77. (Currently amended) A method of clam 75 wherein the concentration of the host is 
measured by detecting fee an emitted level of chemnuminescence, 

78, (Original) A method of claim 75 wherein the partner .component comprises a vitamin D 
component linked to a magnetic particle. 

79, (Currently amended) A method of claim 66 . wherein the method is effective to provide 
providing a more precise determination of the vitamin D components^ compared to a.method 
using a releasing composition comprising an organic solvent. 
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80. (Cuirently amended) A method of assaying a body fluid sample for th e to determine a 
c^centration of a 25-OH-D component in the sample, the method comprising the steps of: 

\ releasing the 25-OH-D from the 25-OH-D binding-protein by contacting the sairple with 
a releaiamg composition in a holder, including a cuvette, the releasing composition comprises 
about O.l\o about LO M of an aqueous base component, 0 to about 5% of a cyclo-oligomer 
component, QUO about 5% of a metal salicylate, and 0 to about 0.1 % of a surfactant; and 
adding aydetecting composition to the holder, 

theSdetecting composition comprises an antibody labeled with acridinium, a 25- 
OH-D binding-proidn and a partner component, the partner component comprises a 25-OH-D 
linked to a magnetic p^cle, 

the partnencomponent competes with die released 25-OH-D to bind to the 25- 
OH-D binding-protein to forni a partner/binding-protein complex, 

the antibody 1>inds to the partner/binding-protein complex to form an 
antibody/binding-protein/partner component complex; 

isolating the antibody/binding^fffotein/partner component complex in the tabe holdi^ , and 
measuring the concentration of tne antibody/binding-protein/partner component complex 
by measuring the concentration of the labeftd antibody in the complex, the concentration of the 
complex is proportional to the concentration orAe vitamin D component. 

81. (Currently amended) A method of claim SO wherein the concentration of the labeled 
antibody is measured by detecting ^ an emitted level of chemiluminescence. 

82. (Original) A method of claim 80 wherein the releasing composition comprises about 
0.35 to about 0.5 M of NaOH, about 2% of alpha-cyclodextrin akd about 2% of salicylate. 

83. (Currently amended) A method of claim 80 wherein tnb releasing composition is 
substantially free of an organic solven t, including an organic solvent . \ 
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84. (Currently a^mded) A method of assaying a body fluid sample for th e to determine a 
concentration of a vitaAm D component in the sample, the method comprising the steps of: 

forming a homog^eous mixture of a body fluid sample containing the vitamin D 
component^ and a releasing ccsmiponent in a holder: and 

adding a detecdng corQ|josition to the mixture to detenmne the concentration of the 
vitamin D component. 
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